
5 ' h8-28fl 3> 5» GR2f y 

EHQRVQQRMESKKPPAKLQPR 

3 s h8-28rl ~GR2r~ i 7 



h8-28 fl 5 '- TCCCCGCGGGAAC ACCAGCGCGTCCAG -3 ' 

GR2f 5'- CAGCGTAAGGAATCCAAGAAGCCACCAGCTAAACTGCAGCCACGATGAG -3' 

GR2r 5 TCGACTCA TCGTGGCTGCAGTTTAGCTGGCTTCTTGGATTCCTT -3 ' 

h8-28rl 5'- ACGCTGCTGGACGCGCTGGTGTTCCCGCGGGGA -3' 

Synthetic oligo-DNAs used in annealing method 

- h8-28 fl, GR2f, h8-28 rl and GR2r are synthetic oligo-DNA nucleotide sequence. 

- Bold underlined bases in GR2f and GR2r sequences are termination codon and cohesive 
end of Sail cleavage site. 

- Bold underlined bases in h8*28 fl and.h8-28 rl sequences correspond to Sail cleavage site. 



\mmm corresponds to a linker sequence EPHHHHPGGRQMHGYDADVRLYRRHHGSGSPSRHRR. 



Beta-Galactosidase 1 1 7s 



Linker sequence 



hGhrelin(8-28) 



Linker sequence EPHHHHPGGRQMHGYDADVRLYRRHHGSGSPSRHRR 
hGhrelin(8-28) EHQRVQQRKESKKPPAKLQPR 



Fig. 2 
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Fig. 4 
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Fig. 5 

pi 17s 8-28oPR 



Kex2 Cleavage site 
i 



-117s- 



iPHHHHPGGRQMHGYDADVRLY/?^HHGSGSPSRH EHQRV 



OQRKESKKPPAKLQPR 
pi 17 8-28 oRR 



117s- 



i 



lEPHHHHPGGRQMHGYDADVRLY/?/?HHGSGSPSRH RR EHQRV 



QQRKESKKPPAKLQPR 



pi 17 8-28 oKR 



i 



-117s- 



jEPHHHHPGGRQMHGYDADVRLYyWHHGSGSPSRH \KR\ EHQRV 



QQRKESKKPPAKLQPR 



11 7s M s beta-galactosidase 1 17 amino acids 

Underlined part is hGhrelin (8-28) 

□ represents a recognition site of Kex2, and I represents a cleavage site of Kex2. 
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Fig. 7 

117s 8-28 oRR OmpT Kex2 

Fusion protein expressed in pi 17 8-28 oPR ^ ^ 

ephhhhpggrqmhgydadvrlyH hhgsgspseh E^ehqrv 



-117s- 



OQRKESKKPPAKLQPR 

117s PE i - i 

EPHHHHPGGRQMHGYDADVRLY[wF] HHGSGS^ISRH^] EHQRV 



-117s- 



QQRKESKKPPAKLQPR 
117s SPEE 



1 



-117s 1- EPHHHHPGGRQMHGYDADVRLYl^ff] HHGSG,£F SRH^EHQRV 



OORKESKKPPAKLQPR 
117s SPEE+12aa 



-117s- 



OmpT 

I 



EPHHHHPGGRQ MHGEDED VFVFT MHGYDADVRLYlfiff 



Kex2 



I 



hhgsg^lsrhH EHORVQQRKESKKPPAKLQPR 
117s VH 



1 



-117s- 



1 



EPHHHHPGGROMHGYDADVRLYlff/? I HHGSGSPS VH\RR I EHQRV 



OORKESKKPPAKLQPR 
117s HV 



-117s 



i i 

EPHHHHPGGRQMHGYDADVRLYCwlHHGSGSPS//K^ff1 EHQRV 



OORKESKKPPAKLQPR 
117s FE 



1 



1 



117s -f EPHHHHPGGRQMHGYDADVRLY|^| HHGSGSPS^ l^ffl EHQRV 



OORKESKKPPAKLQPR 



-117s- 



is beta-galactosidase 1 17 amino acids 



Underlined part represents hGhrelin(8*28). 



RR 



and RR represent cleavage recognition sites of OmpT and Kex2. 



A slant underlined part represents a residue in which a mutation is introduced. 




117 117 PE 117SPEE 117 117 VH 117 HV 117 FE 



8-28oRR +12aa 

Fusion protein 



r 
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Stability at 20°C 
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Fig. 10 



Stability at 37°C 
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StabiUty at 42°C 
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BEST AVAILABLE COPY 



